The highly endangered midwife toad Alytes muletensis occurs only on the Mediterranean island of Mallorca. Little is known about genetic variability and dispersal among the 19 breeding sites (six of which stem from reintroductions) of this amphibian. The value of such information should be high for successful management of this species. We report here the characterization of eight polymorphic microsatellite loci in A. muletensis using individuals from a single population.
The midwife toad Alytes muletensis is one of the most endangered amphibians in Europe, occurring only on the Mediterranean island of Mallorca. The species was thought to be extinct in the wild until the discovery of live animals in the late 1970s (Mayol & Alcover 1981) . A captive breeding programme was initiated subsequently using 20 animals collected from one population and this has resulted in several successful reintroductions (Tonge 1986; Tonge & Bloxam 1989) . Its range is currently restricted to 19 breeding sites in the Serra de Tramuntana mountain range, six of which stem from reintroductions (Buley & Garcia 1997) . Breeding sites are located in torrent pools or cisterns created for watering livestock. Sites in different gorges are assumed to be isolated from one another. However, due to the cryptic behaviour of A. muletensis no empirical evidence is available to confirm this. Microsatellite data should greatly enhance our understanding of dispersal behaviour and of the genetic diversity present in the different populations. Furthermore, the effect of captive breeding programmes on the genetic diversity of the species could be studied. Thus, the development of microsatellite markers in A. muletensis represents a significant progression in the study of this endangered species.
We constructed two genomic libraries using Bluescript plasmids (pUC 19) and Escherichia coli DH5 α , with DNA from a single midwife toad from the captive breeding stock. One library was enriched for di (GA and CA) and the other for tetranucleotide (GACA and GATA) repeats, as described by Armour et al . (1994) . For each enrichment, 1500 colonies were screened using 32 P-labelled probes. All 1500 dinucleotide-enriched clones were screened for GA and CA repeats, whereas 700 tetranucleotide-enriched clones were screened for GACA and 800 colonies for GATA repeats. The screening procedure yielded 458 positive clones in the tetranucleotide library and 81 positive clones in the dinucleotide library. Of these, inserts from 37 di and 20 tetranucleotide enriched clones were sent for commercial sequencing on a Beckman Coulter CEQ™ 2000XL DNA sequencer (Genetix, UK) using the pUC/ M13 forward ( − 21) primer. Subsequently, inserts of 19 di and four tetranucleotide clones were commercially reverse-sequenced. Following sequencing, primer pairs for 21 loci (18 di and three tetra) were designed using the primer 3 software package (Rozen & Skaletsky 1996 . Relatively few primers were developed for the tetra repeats because many of the clones contained identical sequences.
DNA extractions of samples used for primer testing were performed on larval tail tips ( ± 3 mm), stored previously in 70% ethanol, using a Chelex protocol (Walsh et al . 1991) . The 21 loci were tested initially for polymorphism among eight individuals. (Nei 1987) , respectively. T s indicates the starting annealing temperature, whereas T a is the final annealing temperature in a PCR. PCRs contained either 3 µ M unlabelled dATP (Amo18, Amo16) or 10 mM unlabelled dATP (all other loci).
